Open images

Noise reduction
"Median" filter (radius size = 3) (A) Strongly effected signaling molecules by AZD6244 and (B) signaling molecules showing moderate or no effect upon adding AZD6244. HeLa cells were stimulated with EGF (100 ng/mL) at time 0 and treated with DMSO or AZD6244 (5 μM) after 69 min. Data represent mean ± SEM (n = 2, DMSO, and n=3, AZD6244). Each line of the heatmaps represents a single cell. HeLa cells were treated with 12.5 ng/ml EGF, 100 ng/ml EGF, 100 ng/ml EGF + 100 ng/ml IGF-1, 100 ng/ml IGF-1 at time 0 (vertical white line) (100< n <450). HeLa cells were treated with 1 -6.25 ng/ml EGF, 2 -12.5 ng/ml EGF, 3 -50 ng/ml EGF, 4 -100 ng/ml EGF, 5 -100 ng/ml EGF + 6.25 ng/ml IGF-1, 6 -100 ng/ml EGF + 100 ng/ml IGF-1, 7 -6.25 ng/ml EGF + 100 ng/ml IGF-1,8 -100 ng/ml IGF-1, 9 -12.5 ng/ml IGF-1,10 -6.25 ng/ml IGF-1. The clusters are color coded. n > 1296 cells for each biosensor. Difference between calculated (or expected) and experimental additivity.
Calculating ratio image
Area under the curve after stimulation is calculated for each single cell and depicted as mean ± SEM. We calculated the expected response (grey) by simple addition of the mean of the area under the curve of "EGF only" and "IGF-1 only" treatments. ****p < 0.0001, ***p < 0.001, **p < 0.01 and *p < 0.05, n.s. ≥ 0.05. Area under the curve of single cells plotted against various growth factor treatments. HeLa cells were treated with 6.25 ng/ml EGF, 12.5 ng/ml EGF, 50 ng/ml EGF, 100 ng/ml EGF, 100 ng/ml EGF + 6.25 ng/ml IGF-1, 100 ng/ml EGF + 100 ng/ml IGF-1, 6.25 ng/ml EGF + 100 ng/ml IGF-1, 100 ng/ml IGF-1, 12.5 ng/ml IGF-1, 6.25 ng/ml IGF-1. 100 < n < 542 cells for each biosensor. Horizontal lines indicate the median, boxes the 25th-75th percentile, vertical lines the total range, and (▪) the outliers for each population 
